Purpose: CTLA-4 is one of the most fundamental immunosuppressive cotykines which belongs to the immunoglobulin super-family, and is expressed mainly on activated T cells. Previous studies have reported the existence of CTLA4 60G/A and CTLA4 -1661A/G polymorphism in cancers. However, the effects remain conflicting. Hence, we performed a meta-analysis to investigate the association between these polymorphisms and cancer risk.
Introduction
Cancer is a major cause of death in most countries, and it is estimated that the number of new cases of patients will be more than 15 million in the coming decade, creating a substantial worldwide public health burden [1] . Recently researches have shown that cancer is the result of complex interactions in many factors, especially between inherited and environmental factors [2] . However, the exact aetiology and mechanism of carcinogenesis still have not been clearly elucidated. In recently years, it has been velar that genetic variation is an important factor contributes to the development and progression of cancer, and an increasing number of studies have focused on the interactions between genetic factors and cancer susceptibility [3] .
Cytotoxic T lymphocyte antigen-4 (CTLA-4), one of the most fundamental immunosuppressive cotykines, is a co-inhibitory molecule belonging to the immunoglobulin super-family, and is expressed mainly on activated T cells [4] . This molecule is a homodimeric glycoprotein receptor on CTLs and CD28 homologue, although CTLA-4 shares homology with CD28, it has a higher binding affinity of the CD80/CD86 ligands than CD28, which results in the inhibition of T-cell proliferation, activation and cytokine production [5, 6] . Recent studies showed that mice deficient the CTLA-4 gene were born healthy but died early due to severe lymphoproliferative disorders and autoimmune diseases [7] . In tumor, CTLA-4 is upregulated on the T cells with the help of TGF-b (a suppressive cytokine secreted by the tumor cells),and during the early stage of tumorigenesis, CTLA-4 may elevate the T-cell activation threshold, thereby attenuating the antitumor response and increasing cancer susceptibility [8] . CTLA-4 protein is encoded by CTLA-4 gene, which is located in several immune regulatory genes area of human chromosome 2(2q33-2q37). More than 100 single nucleotide polymorphisms (SNPs) have been identified in the CLTA-4 gene. Among the CTLA-4 gene polymorphisms, two polymorphisms including CTLA4 60G/A (rs3087243) in the 3'-UTR, and CTLA4 -1661A/G (rs4553808) in promoter region were widely studied and have been reported to be associated with susceptibility to inflammatory diseases, autoimmune diseases and cancers [9, 10] .
In recent years, CTLA-4 gene has been the research focuses in the scientific community, and a number of epidemiological studies have been performed to assess the possible interaction between the CTLA-4 gene polymorphism and cancer susceptibility, including breast cancer, cervical cancer, lung cancer, glioma and so on. However, the results of the different studies are conflicting. For example, Hou et al. found that CTLA-4 -1661A/ G is associated with significantly increased risk of gastric cancer, but Hadinia et al. reported that no significant association was found between CTLA-4 -1661A/G polymorphism and colorectal cancer [11, 12] . Thus, the association between CTLA-4 gene polymorphisms and cancer susceptibility requires further investigation. Hence, in this paper, we perform a meta-analysis on previous reports to investigate the association of CTLA-4 gene polymorphism with cancer.
Materials and Methods

Study eligibility and validity assessment
We performed a computerized literature search of the Pubmed and Web of Science databases using the search terms ''CTLA-4 or Cytotoxic T lymphocyte antigen-4'' and ''polymorphism'' updated until October 24, 2013 . To obtain all eligible publications, the related reference articles were reviewed to identify other potentially eligible publications. The studies not matching the eligible criteria were excluded in our meta-analysis.
Inclusion criteria
All studies were included in the meta-analysis if met the following criteria: 1) articles on CTLA4 60G/A (rs3087243) and/ or CTLA4 -1661A/G (rs4553808) and cancer risk; 2) use a human case-control design; 3) contain sufficient published data for estimation of odd ratios (ORs) with a 95% confidence interval (CI).
Data extraction
According to the inclusion criteria listed above, necessary data from all of the eligible publications were extracted by two investigators (Yan and Wang) independently. Disagreement between the two investigators were resolved by discussion until a consensus was reached. For each study, the following information was extracted including: the first author's name, publication data, country of origin, genotyping methods, ethnicities of the sample population, cancer type, source of control group, total number of cases and controls, and the number of cases and controls with CTLA-4 gene polymorphisms.
Statistical methods
First, we assessed HWE for the controls in each study. The strength of the association between variant allele of CTLA-4 gene polymorphisms and cancer risk was assessed by ORs with 95% confidence intervals (CIs). The statistical significance of the pooled OR was calculated by the Z test, a P,0.05 was considered to be statistically significant (P-values were two sided). Analysis between homozygote model, heterozygote model, dominant model, recessive model and allelic models was also done to estimate cancer risk. Subgroup analyses were also conducted by HWE, cancer type (if a cancer type with only one individual study was combined into other cancer group), source of controls and ethnicity. Statistical heterogeneity was considered to be significant when the P was ,0.05. In case of a significant heterogeneity, the pooled ORs were analyzed using a random effects model (the Dersimonian and Laird method) [13] . If insignificance (P.0.05) was found, a fixed-effects model (the Mantel-Haensze method) should be used [14] . The inter-study variance I 2 (I 2 = 100%6(Qdf)/Q) was used to quantitatively estimate heterogeneity, and the percentage of I 2 was used to describe the extend of heterogeneity, where I 2 ,25%,25-75%, and .75% represent low, moderate and high inconsistency, respectively [15, 16] . Additionally, sensitivity analyses were also performed by omitting each study to reflect the influence of individual data on summary ORs. Finally, publication bias was weighted by Begg's funnel plot and Egger' linear regression method, when P,0.05 was considered statistically significant [17] . All analyses were conducted by the software Stata (Version 11; Stata corporation, College Station, Texas, USA). All p-value were two-sided and a P,0.05 was considered to be statistically significant.
Results
Characteristics of included studies
The flow diagram illustrates the main reasons for studies searching and selecting (Figure 1 ), and the selected study characteristics were summarized in Table 1 . A total of 22 articles comprising 31 case-control studies concerning the CTLA-4 60G/ A (rs3087243) and/or CTLA-4 -1661A/G (rs4553808) polymorphisms were included in the meta-analysis.
For CTLA-4 60G/A (rs3087243) polymorphism, there were 17 articles [18, 19, 20, 21, 22, 23, 24, 25, 26, 27, 28, 29, 30, 31, 32, 33, 34] met the inclusion criteria with 5571 cases and 5567 controls, 1 article (Cozar et al.) [20] provided 2 kinds of cancers (renal cancer and colorectal cancer) in CTLA-4 60G/A polymorphism, thus, each type of cancer in these articles was treated as a separated casecontrol study. So, there were a total of 18 case-control studies included in our meta-analysis. Among the 18 studies, there were 11 studies of population-based population, and 7 studies of hospital-based population. 18 studies included 8 studies of Asians and 10 studies of Caucasians. In the eligible studies, there were 3 studies of breast cancer, 2 studies of skin cancer, 2 studies of lung cancer, 2 studies of lymphoma, 2 studies of bone cancer, 1study of thymoma, 1 study of renal cancer, 1 study of multiple myeloma, 1 study of head and neck cancer, 1 study of gastric cancer, 1 study of colon carcinoma and 1 study of oral cancer. The distributions of the genotypes in the control groups in 2 studies were not in HWE [24, 25] . For CTLA-4 -1661A/G (rs4553808) polymorphism, 12 articles [11, 12, 21, 25, 26, 29, 31, 32, 34, 35, 36, 37] containing 13 individual case-control studies with 2455 cases and 2977 controls were included in our meta-analysis. 8 studies were carried out in Asian population and 5 studies were carried out in Caucasians. Among the eligible studies, there were 2 studies of gastric cancer, 2 studies of breast cancer, 2 studies of oral cancer, 2 studies of bone cancer, 1 study of lung cancer, 1 study of colorectal cancer, 1 study of cervical cancer, 1study of lymphoma and 1study of esophageal cancer. The control sources were population-based in 9 studies and hospital-based in 4 studies. The distributions of the genotypes in the control groups in 2 studies were not in HWE [11, 12] .
Main results of meta-analysis
The main results of meta-analysis about CTLA-4 60G/A polymorphism were shown in Table2. Firstly, we conducted metaanalysis of the effect of CTLA-4 60G/A polymorphism on the susceptibility of cancers based on 18 case-control studies ( Table 2 In the subgroup analysis by source of controls, we found that subjects with AA or AG genotype had 1.13 fold higher risk than those with GG genotype in hospital based population (AA+AG vs. GG: OR = 1.13, 95%CI = 1.01-1.28). The remaining subgroup pooled ORs from this analysis were insignificant (all P.0.05) ( Table 3) . Sensitivity analysis was then performed by excluding the studies with controls not in HWE. The results were similar to those when the studies with controls not in HWE were included ( Table 2) .
The main results of meta-analysis about CTLA-4 -1661A/G polymorphism were shown in Table 3 . The results on all 13 studies showed that the CTLA-4 -1661A/G polymorphism was significantly associated with an increased cancer risk (GA vs. AA: OR = 1.44, 95%CI = 1.13-1.82; GA+GG vs. AA: OR = 1.35, 95%CI = 1.07-1.69; G vs. A: OR = 1.21, 95%CI = 1.01-1.47) (Table 3, Figure 3 ). Subsequently, we performed subgroup analyses based on the difference of cancer type, ethnicity and source of controls. Significant associations were found in gastric cancer (GA vs. AA: OR = 1.65, 95%CI = 1.14-2.04), breast cancer (GA vs. AA: OR = 1.55, 95%CI = 1.21-1.98; GA+GG vs. (Table 3) .
Heterogeneity, sensitivity and publication bias tests
Significant heterogeneity was observed in some comparison models (P,0.10), and the results were shown in Table 2 and Table  3 . We performed sensitivity analysis by removing each individual study sequentially for CTLA-4 60G/A (rs3087243) and CTLA-4 -1661A/G (rs4553808), respectively. The results indicated that the overall significance of the pooled ORs were not altered by any single study in the genetic models for the CTLA-4 60G/A (rs3087243) and CTLA-4 -1661A/G (rs4553808) polymorphism and cancer susceptibility, which suggest the stability and reliability of our overall results. A Begg's funnel plot and Egger's test were used to assess the publication bias in our meta-analysis. The funnel plots were basically symmetric, and Egger' test indicated no publication bias (P.0.05).
Discussion
Recent findings in the field of tumor immunology have extended our understanding of interactions between immune system and tumor cells, it has become clear that the immune system can facilitate tumor progression through three phases: elimination, equilibrium, and escape [38, 39, 40] . CTLA-4 is a negative regulator of T-cell proliferation and activation, recent studies shows that it plays an important role in cancer immunosurveillance and may be involved in tumor development and progression [41] . It has been suggested that during early stages of tumorigenesis, CTLA-4 may elevate the T-cell activation threshold, attenuating the antitumor response and increasing cancer susceptibility [34] . However, studies focusing on the association of the CTLA-4 gene polymorphism with cancer susceptibility had controversial conclusions. The lack of concordance across these studies reflects limitation in the individual study, such as small sample sizes, ethnic difference and environment. Meta-analysis is a powerful tool which can overcome the problem of small sample size and inadequate statistical power of Table 2 . Meta-analysis of the CTLA-4 60G/A (rs3087243) polymorphism and cancer risk. genetic studies of complex traits, summarize the results from different eligible studies and provide more reliable results than a single case-control study.
In this meta-analysis, we investigated the association between CTLA-4 60G/A (rs3087243) and CTLA-4 -1661A/G (rs4553808) and cancer risk. The subgroup analysis stratified by ethnicity, source of controls and cancer types were also performed. For CTLA-4 60G/A polymorphism, a total of 18 studies, comprising 5571 cases and 5567 controls, our meta-analysis on the available studies suggested no significant increased cancer risk in all of the genetic comparison models. The results were robust, which did not vary materially after we excluded the study with controls not in HWE. When we performed subgroup analysis by cancer type, we found the CTLA-4 60G/A (rs3087243) polymorphism is correlated to significant increased skin cancer. It was reported that CTLA-4 gene palys an important role in UV-induced immune suppression as well as in development of skin cancer, transgenic mice that express a skin-specific CTLA-4 antagonist, developed fewer skin tumors after chronic exposure to UV [42] . The CTLA-4 60G/A polymorphism is a key susceptibility locus for autoimmune and cancer, previous results indicated that presence of G alleles in polymorphic sites 60G/A polymorphism was associated with lower levels of membrane and cytoplasmic CTLA-4 in CD4+ T lymphocytes [43] . Moreover, in the subgroup analysis of source of controls, hospital-based group showed significant increased risk of cancers, and the results did not vary materially after we performed the sensitivity analysis. The remaining pooled ORs from this analysis were insignificant (all P.0.05).
For CTLA-4 -1661A/G (rs4553808) polymorphism, the SNP -1661A/G is located in the promoter region of CTLA-4. Allelic variants located in the promoter region may change the motif of functional DNA binding sites and then affect the affinities for the relevant transcription factors, which is important for regulation of transcription and alternative splicing. Previous data demonstrated that transcription factor c/EBP/b could bind to the -1661 sites in the presence of G allele, thereby regulate the function of CTLA-4 [29] . In our meta-analysis, we found significant association between CTLA-4 -1661A/G polymorphism and increased cancer risk in heterozygote model, dominant model and allele model. The results were very robust, which did not vary materially when we performed the sensitivity analysis (exclusion the study with controls not in HWE). In the subgroup analysis by ethnicity, we observed a significant association between increased cancer risk and Asian population, the sensitivity analysis by deleting studies with controls deviating from HWE still showed a significant association, which demonstrated our results were reliable. However, we did not found any significant increased cancer risk in Caucasians, ethnicity may be an essential biological factor which influences CTLA-4 -1661A/G polymorphism through gene to gene interaction. Moreover, when the data were stratified by cancer type, a significant increased cancer risk was observed in gastric cancer, breast cancer and other cancers. However, after we performed the sensitivity analysis, we did not found significant association between increased cancer risk and other cancers. In the subgroup analysis by source of controls, we found significant association between increased cancer risk and population based group. The remaining pooled ORs from this analysis were insignificant. Recent studies reported that CTLA-4 blockade could enhance the effect of a potent p53-expressing MVA vaccine, enhance the CTL response to p53 [44, 45] . These results suggest that the CTLA-4 -1661A/G polymorphism may be affect the expression and function of p53, and may be related to the tumor development.
To a certain extent, our meta-analysis still includes some limitations, which should be interpreted and taken into consideration. First, the lack of observations concerning gene-gene and gene-environment interactions could influence our results. Second, although the total number of studies was not small, there were still not sufficient eligible studies for us to analyse different types of cancers, such as breast cancer, renal cell carcinoma or lung cancer, more studies are needed to research the potential relationship between the CTLA-4 60G/A (rs3087243) and CTLA-4 -1661A/ Table 3 . Meta-analysis of the CTLA-4 -1661A/G (rs4553808) polymorphism and cancer risk. G (rs4553808) polymorphisms and cancer susceptibility. Third, the lack of detailed original data, such as the age and sex of the populations, smoking status, or alcohol consumption in the eligible studies may influence our further analyses. However, our metaanalysis also has many advantages. First, we searched all possible publications, and the total number of eligible studies was much larger than other previously published meta-analyses; therefore, our results are more convincing. Second, no publication bias was detected in our meta-analysis. Finally, the genotype distribution of controls did not agree with the HWE in the studies were excluded by sensitivity analysis, we revealed these studies did not affect the pooled ORs, so, our results were robust and reliable.
Conclusions
In the present study, our meta-analysis suggests that the CTLA-4 -1661A/G polymorphism is a potential factor for the susceptibility of cancer, especially in gastric cancer, breast cancer and other cancers, and the CTLA-4 60G/A polymorphism is significantly associated with increased skin cancer risk. The effect of the CTLA-4 -1661A/G polymorphism on cancer especially exists in Asians and population based subjects. Due to existing limitations, additional well-designed studies with large sample size concerning gene-gene and gene-environment interactions are required to present more robust evidence for the association, and further molecular studies are warranted to clarify the effects of CTLA-4 60G/A and CTLA-4 -1661A/G polymorphisms on the susceptibility and progression of cancers.
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